For epidemiological and surveillance purposes, it is relevant to monitor the distribution and dynamics of Streptococcus pneumoniae serotypes. Conventional serotyping methods do not provide rapid or quantitative information on serotype loads. Quantitative serotyping may enable prediction of the invasiveness of a specific serotype compared to other serotypes carried. Here, we describe a novel, rapid multiplex real-time PCR assay for identification and quantification of the 40 most prevalent pneumococcal serotypes and the assay impacts in pneumonia specimens from emerging and developing countries. Eleven multiplex PCR to detect 40 serotypes or serogroups were optimized. Quantification was enabled by reference to standard dilutions of known bacterial load. Performance of the assay was evaluated to specifically type and quantify S. pneumoniae in nasopharyngeal and blood samples from adult and pediatric patients hospitalized with pneumonia (n = 664) from five different countries. Serogroup 6 was widely represented in nasopharyngeal specimens from all five cohorts. The most frequent serotypes in the French, South African, and Brazilian cohorts were 1 and 7A/F, 3 and 19F, and 14, respectively. When both samples were available, the serotype in blood was always present as carriage with other serotypes in the nasopharynx.
Introduction
Streptococcus pneumoniae is the major pathogen implicated in community-acquired pneumonia (CAP) in adults and children. CAP is a major public health problem worldwide; more than one million people die of pneumococcal disease every year including~800,000 deaths in children aged under five [1] , mostly in developing countries [2, 3] . S. pneumoniae is a frequent commensal of the upper respiratory tract in humans. Asymptomatic colonization rates vary from less than 5% in adults to more than 50% in young children [3] [4] [5] .
More than 90 different serotypes of S. pneumoniae have been identified to date on the basis of the biochemical structure of the capsular polysaccharide. Considering that the capsule is a major virulence factor for pneumococci, serotype identification is important to study the relationship between capsule composition and the severity of infection. About 10 different S. pneumoniae serotypes have been described to account for the majority of invasive pneumococcal disease worldwide [6] . Prior to the introduction of pneumococcal vaccines, a limited number of serotypes and serogroups were frequently associated with pediatric disease (serotypes 4 and 14 and serogroups 6, 7, 9, 18, 19 , and 23) [7] . However, the distribution of serotypes can vary with age, geography and time [8] , which increases the challenges for vaccine development.
Pneumococcal conjugate vaccines prevent invasive pneumococcal disease, including pneumonia. Since the introduction of polysaccharide-based pneumococcal conjugated vaccines, a significant decline in invasive pneumococcal disease caused by vaccine-targeted serotypes has been observed in young children, and also in non-vaccinated children of the same age group via herd immunity [9] . However, reports indicate some replacement of vaccine types by nonvaccine types, both among carriage and invasive isolates [10] . An increase in the frequency of disease caused by previously uncommon non-vaccine types could necessitate changes in vaccine composition, emphasizing the need for continued surveillance [10] . Changes in bacterial seroepidemiology need to be constantly monitored to evaluate pneumococcal population biology and transmission, as well as the efficacy and appropriateness of newer vaccines.
Historically, serotype identification has been performed using serological methods such as the Quellung test [11] , which remains the gold standard. However, this method is labor-intensive and requires a certain level of experience to be performed correctly, and is therefore mainly used in specialized reference or research laboratories [12] . Other current antibody-based pneumococcal serotyping techniques, such as the latex agglutination test or lateral flow assays [13] , are not satisfactory due to their lack of sensitivity and specificity and the fact they are usually labor-intensive [14] . However, first and foremost, all of these methods require prior isolation and culture of the bacterium and are therefore slow, time-consuming, subject to varied interpretation, and usually cannot detect multiple serotypes simultaneously. Molecular serotyping techniques using real time PCR have been described but target a limited number of serotypes and provide insufficient quantitative information on bacterial load [15] [16] [17] .
The relationship between the bacterial count in the blood samples of patients and the severity of pneumococcal disease has already been described [18] [19] [20] [21] . Moreover, the bacterial load in the upper respiratory tract of healthy carriers is potentially related to the risk of developing an invasive infection [22] . In order to determine the complex relationship between capsule composition, serotype-specific load, the risk of infection for healthy carriers and disease severity, we developed a real-time multiplex PCR method to accurately serotype and quantify the bacterial concentration of 40 globally-prevalent S. pneumoniae serotypes. The assay targets genomic regions specific to distinct S. pneumoniae serotypes, which have already been described in serotyping studies, using conventional multiplex PCR [23] . Microbiological diagnosis of pneumococcal disease in young children is a challenge, as only low volumes of clinical samples, especially blood, are usually available for laboratory diagnosis. The multiplex PCR assay developed in this study was optimized to obtain good specificity and sensitivity based on analysis of as little as 200 μl of clinical sample. The 40 most frequently represented serotypes or serogroups (1, 2, 3, 4, 39) were tested using 11 multiplex real-time PCR. The use of external quantified calibrators enables quantification of the bacterial concentration for each specific serotype. We first validated the specificity and sensitivity of the assay using well-characterized and quantified S. pneumoniae strains representing the 40 serotypes. The assay was then evaluated using clinical nasopharyngeal (NP) and whole blood (WB) samples from five different cohorts of patients hospitalized for pneumonia in Cambodia, Mali, France, Brazil or South Africa.
The multiplex real-time PCR typing assay described in this study enables rapid, direct S. pneumoniae serotype identification and quantification using clinical samples. Moreover, this study indicates the assay has the ability to predict the invasiveness of a serotype based on the bacterial concentrations of the non-invasive serotypes carried in the nasopharynx.
Materials and Methods

Bacterial strains
One hundred and seventeen pneumococcal strains including the 40 targeted serotypes, previously isolated from clinical specimens and characterized using the Neufeld Quellung method, were provided by the National Reference Center for Streptococci, University Hospital RWTH Aachen, Germany, and used to develop the test. The strains were: [1, 3, 4, 
Bacterial concentration
The bacterial concentration of the standard cultures was estimated by spreading ten-fold serial dilutions on Columbia agar containing 5% sheep blood (bioMérieux, France) and colony counting after 20h of growth at 37°C and 5% CO 2 .
Cohorts
Hospitalized patients from five different geographical areas were enrolled by pediatricians and/ or clinicians. The South African cohort was composed of 400 NP samples and 322 WB samples from HIV+ or HIV-adults hospitalized with symptoms of pneumonia between 2006 and 2007 [22, 24] . All WB samples had previously been tested for serotype identification on-site using the Quellung serotyping test [11] . The samples from the second cohort were provided by Bonsucesso Geral Hospital and Gaffre Guinle Hospital, which are both located in the city of Rio de Janeiro, Brazil. This cohort included 123 NP samples from children admitted with a diagnosis of lower respiratory tract infection (LRTI), including bronchiolitis or pneumonia, in the period from 2006 to 2009. The cohort from Mali included 117 children under 5 years-of-age hospitalized with symptoms of pneumonia at the Gabriel Touré Hospital, Bamako, Mali between 2011 to 2012; a NP sample was collected from each patient and WB samples were available for 110 of these patients [25, 26] . The cohort from Cambodia was composed of 211 children under 5 years-of-age, recruited from patients hospitalized with symptoms of pneumonia at the National Pediatric Hospital, Phnom Penh, Cambodia between 2010 to 2013 [25] . The final cohort comprised 63 children hospitalized for community acquired pneumonia at the emergency unit and pediatric intensive care unit of Hospices Civils de Lyon, France, between 2007 and 2009; 63 NP aspirates, and 5 WB samples that tested positive for S. pneumoniae by blood culture were available for this cohort [27] .
At the Emerging Pathogens Laboratory, Fondation Mérieux, in Lyon, all NP samples from the five cohorts were tested using the Fast Track Diagnostic (FTD) respiratory 21 plus test (Fast-track Diagnostics, Luxembourg, Luxembourg), which detects 19 respiratory viruses and five bacteria including S. pneumoniae. The direct blood samples (not cultured) were tested using a homemade real-time triplex PCR assay, which enables the detection of three bacteria including S. pneumoniae [22, 24] . A total of 664 samples found positive for S. pneumoniae including 562 NP samples (South Africa, n = 227; Mali, n = 86; Cambodia, n = 149; Brazil, n = 55; France, n = 45) and 102 WB samples (South Africa, n = 81; Mali, n = 16; France, n = 5) were used for the study. NP and WB samples from the same patient (n = 88) were available for 67 South African patients, 16 Malian patients and 5 French patients. 
Ethics and confidentiality
Nucleic acid extraction
Nucleic acids were extracted from 200 μl of the NP samples using an easyMAG automate (bio-Mérieux, France) and eluted in 110 μl of elution buffer, according the manufacturer's recommendations. DNA was extracted from 200 μl of the direct blood samples (not cultured) using the QIAamp 1 DNA Blood Mini Kit (Qiagen, Netherlands), following the manufacturer's recommendations, and eluted in 100 μl of elution buffer.
Primers and probes design
Primers and probes were newly designed based on the regions previously described by Pai and col (2006) to enable the detection of the 40 most prevalent S. pneumoniae serotypes worldwide [23] . Nucleotide sequences were retrieved from the GenBank database. Oligonucleotide primer and probe sequences were designed in divergent loci of the capsular gene cassette to target serotype-specific regions. To avoid theoretical false positive rates, primers and probes for each set of serotype were aligned with all available serotype sequences from GenBank database. Only the most specific primer and probe serotype sets were selected. The multiplex PCR assay described in this study also includes an internal positive control targeting the lytA gene, a gene conserved among pneumococci. The primers and probes targeting the lytA gene are specific for S. pneumoniae and are not complementary to other related bacteria. The primer pairs and probes specific to each of the 40 serotypes were grouped in 11 multiplex reactions on the basis of the following criteria: internal primer binding properties for hairpin and primer-dimer potential, length of the desired amplicon, G-C content, and melting temperatures (T m ) of the probes and primers. Four different fluorophores were used to label the probes at the 5' end: carboxy-fluorescein (FAM), hexachloro-6-carboxy-fluorescein (HEX), Texas red (sulforhodamine 101 acid chloride) or Cyanine 5, with two different black hole quenchers at the 3' end: BHQ1 and BHQ2. Locked nucleic acid (LNA) chemistry was used for the probe design [28] . Beacon Designer™ software (PREMIER Biosoft International, Palo Alto, USA) was used to design the optimal multiplex PCR combinations using a maximum of four probes and primer pairs per multiplex reaction. The primers and probes sequences, their concentration and the composition of the pools used in the molecular quantitative typing assay are detailed in Table 1 .
Multiplex PCR amplifications
The 40 S. pneumoniae serotype real-time PCR typing assay (40-PCR) was performed in eleven multiplex tubes among which one includes the lytA positive control. Real-time multiplex PCR (Taqman) reactions were amplified on a CFX96 thermocycler (BioRad, Hercules, CA, USA). The reaction mixtures contained 5 μl of template DNA, 1X BioRad iQ Powermix (BioRad) and 80-320 nM of each primer and probe (depending on the primer-probe set), made up to a final volume of 50 μl. Reaction conditions were as follows: 95°C for 5 min followed by 40 cycles of 95°C for 15 sec and 60°C for 60 sec. Curves analyses and S. pneumoniae serotype identification were performed using CFX Manager Software version 3.1 (Bio-Rad). The results were expressed as the cycle threshold (C T ).
S. pneumoniae serotype-specific load quantification
DNA purified from standard cultures of the corresponding serotypes was serially diluted and used to perform S. pneumoniae serotype-specific real-time PCR in order to establish the relationship between the cycle threshold (C T ) value and bacterial concentration for each serotype. The bacterial concentration of the standard cultures was calculated by colony counting on blood agar plates and expressed in colony forming units per milliliter (CFU/ml). The bacterial load of the clinical samples was estimated by comparing their C T values to the standard curves obtained using the serially-diluted standard cultures. When a serotype was identified, the sample was tested again with the corresponding serotype-specific multiplex PCR. Ten-fold serial dilutions of the quantified serotype strain from 10 7 to 10 2 CFU/ml were extracted and amplified in parallel in the same PCR run and used as a calibrator. Serotype quantification for each sample was expressed as CFU/ml. 
Statistical analysis
Categorial variables were described as number and percentage, continuous variables were described as mean (± standard deviation) or median (interquartile range [IQR]). The Student's t-test was used to compare continuous variables after checking that the application conditions concerning normality and variances distributions are met. The sensitivity of the quantitative multiplex real-time PCR assay compared with colony counting was tested for each serotype using linear regressions and calculation of coefficient of determination (R 2 ). The results were considered statistically significant at P-values of less than 0.05 (P < 0.05), all the tests were 2-tailed, Stata 13.0 (Stata Corp) was used for analysis.
Results
Set up and optimization of the quantitative pneumococcal serotypespecific molecular assay
The 44 S. pneumoniae reference strains were cultivated in liquid growth medium and harvested for DNA extraction in the late exponential growth phase in order to limit the number of nonviable bacteria. In parallel, ten-fold serial dilutions were plated onto Columbia blood agar plates and colony numbers were associated with the qPCR results to determine the correlation between the bacterial concentration and PCR cycle threshold (C T ) value for each serotype. The optimal PCR conditions were determined by testing ten-fold serial dilutions of the DNA templates with a range of oligonucleotide concentrations (80 to 800 nM). For most primer-probe sets, 80 nM of each oligonucleotide appeared to be the optimal concentration in terms of detection limits. At concentrations higher than 320 nM, the sensitivity of the test was affected as at low template concentrations, fluorescence intensity was weak and the amplification curves were difficult to discriminate from non-specific signals. Furthermore, the use of equal concentrations of primers and probe provided stronger fluorescence intensity without affecting the sensitivity of the test.
In the current methodology, a total of 23 primer-probe sets were demonstrated to be completely specific for the targeted serotypes in the tested strains from the National Reference Center for Streptococci, Aachen, Germany, which were previously validated by the Quellung serotyping test. The serotyping results perfectly matched with that of the Quellung serotyping test. However, it was not possible to discriminate serotypes among some serogroups: serogroup 6 (6A, 6B and 6C), 7 (7A and 7F, 7B and 7C), 9 (9A and 9V, 9N and 9L), 10 (10C and 10F), 11 (11A and 11D), 12 (12A, 12B and 12F), 15 (15A and 15F, 15B and 15C), 18 (18A, 18B, 18C and 18F) 22 (22A and 22F), 24 (24A, 24B and 24F), 33 (33A and 33F) and 35 (35A and 35C) . Cross reactions between different serogroups and/or serotypes were observed: serotype 38/serogroup 25, serogroup 12/serotypes 44 and 46, serotypes 33A/F/serotype 37, serotypes 35A/C/ serotype 42, serotype 35F/serotype 47F and serotypes 7B/C/serotype 40. The lytA positive control gene was also correctly detected for all pneumococcal serotypes. Based on primers and probes sequences alignments, the Sg6 primers and probe set detects also theoretically the serotypes 6D and 6E. The serotype 6D can however be detected by the 6C primers. However, as tested, the 6C primers and probe set included in the multiplex PCR pool 9 allows the specific discrimination of the serotype 6C from the Sg6. The cross reactions observed are clarified in the Table 2 . Moreover, no cross-reactivity was observed with any other Gram-positive species tested as detailed in the Material and Method chapter. None of the 29 S. pneumoniae-related bacteria were detected by the lytA or S. pneumoniae serotype-specific amplifications (data not shown).
The sensitivity of the quantitative multiplex real-time PCR assay was evaluated by analyzing ten-fold serial dilutions of purified nucleic acids from each pneumococcal strain, and the corresponding bacterial concentrations were determined on the basis of colony counting on blood agar plates. The sensitivity for each serotype is detailed in the Table 3 . The lower detection limit of the quantitative multiplex real-time PCR assay for each serotype was defined as the 
Clinical evaluation of the typing assay in five cohorts of patients with pneumonia
The 40-PCR assay was evaluated on five different cohorts of patients diagnosed with CAP from four different continents and positive for S. pneumoniae.
Overall, 89% of the NP samples (502/562) were positive for at least one S. pneumoniae serotype, whereas one or more S. pneumoniae serotypes were identified in 64% (65/102) of the WB samples. A single positive detection was obtained in 72.9% (366/502) of the NP samples, two in 21.1% (106/502), three in 3.4% (17/502) and more than three in 2.6% (13/502). One single serotype was identified in 43.8% (220/502) of the NP samples. One positive detection or two were found in 96.9% (62/65) and 3.1% (2/65) of the WB samples, respectively. One single serotype was identified in 75.4% (49/65) of the WB samples.
Among the 88 WB samples for which the corresponding NP sample was available, 57 samples were positive for at least one S. pneumoniae serotype in the 40-PCR assay. In 82.4% (47/57) of these cases, the serotype found in the WB sample was also among the serotypes found in the corresponding NP sample. In cases where several serotypes were present in the NP sample, the serotype with the highest bacterial load was the serotype found in the corresponding WB sample.
The S. pneumoniae serotype distribution was analyzed within the NP samples of the five cohorts with the 40-PCR assay ( Fig 1A) . The major serotypes or serogroup found in the French cohort were 7A/F (23.3%), 1 (23.3%), 3 (18.6%), 35F/47F (11.6%), and Sg6 (9.3%). The Brazilian cohort had a predominance of serotype 14 (30.8%) and serogroup Sg6 (21.2%). In the South African cohort, 38 serotypes among the 40 included in the 40-PCR assay were identified; the most highly-represented serotypes or serogroup were 3 (13.8%), Sg6 (12.2%), and 19F (11%). In the Malian cohort, the major serogroup was Sg6 (30.7%), followed by serotypes 9A/V (12%) and 1, 19A and 19F (all < 10%). In the Cambodian cohort, the major serogroup was Sg6 (48.4%), followed by serotypes 19F (19.5%), 19A (14.8%), and 23F (10.2%).
Serotype distribution was analyzed in the WB samples with the 40-PCR assay ( Fig 1B) . In the French cohort, three serotypes [7A/F (66.7%), 1 (33.3%) and 35F/47F (33.3%)] were found in the WB samples. Serotype 1 was the major serotype found in the WB samples of the South African cohort (19.6%) and Malian cohort (50%). Serotypes 3 (15.7%) and 19A (13.7%) were only found in the WB samples of the South African cohort. Serotypes 35F/47F (25%) was only found in WB samples from the Malian cohort.
The 81 WB samples from patients in South Africa have been serotyped using the Quellung method and only 9 out of 81 gave a positive serotyping result. For these samples, concordance with the results of the 40-PCR assay was observed in 8/9 (89%) of cases. The serotype of the case not detected by the 40-PCR assay was identified as serotype 17B by the Quellung serotyping test.
Pneumococcal serotype-specific quantification
Quantification of bacterial load was performed on a total of 178 pneumonia patients from the South African cohort of which both NP and WB samples were available and all of them were tested for S. pneumoniae. A total of 178 NP samples and 50 WB were S. pneumoniae-positive samples with at least one identified serotype. The 50 WB S. pneumoniae-serotypes were considered as invasive serotypes in the corresponding NP samples. Among these 50 samples, 36 were available for quantification. One hundred and twenty one out the 128 remaining samples with non-invasive serotypes were found with one (n = 101), two (n = 16) or three (n = 4) serotypes with a total of 145 different serotypes.
For all patients for which both NP and WB samples were available, the same serotype was detected in both samples. For each case where multiple serotypes were present in the NP sample, the serotype with the highest bacterial load was the serotype detected in the WB sample.
The mean concentration of invasive serotypes (i.e. serotypes found in both the NP and WB samples of the same patient, n = 36) in NP samples was higher than the concentration of noninvasive serotypes in NP samples (Fig 2; respectively, 263.4 x 10 5 CFU/ml [± 570.7 x 10 5 CFU/ ml] vs. 49.9 x 10 5 CFU/ml [±167.4 x 10 5 CFU/ml], P < 0.001). The median concentration of invasive serotypes in NP samples was 57.0 x 10 5 CFU/ml (IQR: 6.2 to 143.2 x 10 5 CFU/ml) compared to 1.46 x 10 5 CFU/ml (IQR: 0.16 to 21.5 x 10 5 CFU/ml) for non-invasive serotypes. Moreover, the range of serotype concentrations was larger in NP samples (5.2 x 10 3 to 2.6 x 10 8 CFU/ml) than WB samples (1.6 x 10 2 to 3.5 x 10 5 CFU/ml). In patients with invasive serotypes (n = 36), the median concentration of the invasive serotype in NP samples was 50.0 x 10 5 CFU/ ml (IQR: 6.2 to 143.2 x 10 5 CFU/ml) compared with 0.05 x 10 5 CFU/ml (IQR: 0.02 to 0.16 x 10 5 CFU/ml) for the concentration of the same serotype in WB samples (P = 0.007).
Discussion
Streptococcus pneumoniae is the most prevalent pathogen implicated in CAP in children and adults. Several techniques for serotyping pneumococci have been described. The current reference standard is the Quellung reaction (also called Neufeld's swelling reaction); however, only Quantitative S. pneumoniae Serotyping Assay a small number of (inter)national reference laboratories have the necessary expertise to perform and interpret this assay. Alternative methods include the latex agglutination assay [13] , ELISA [29] , colony blot [30] , dot blot [31] , immunoblot [32] , microarray [33] or microspherebased liquid arrays [34] . All of these methods require previous culture of the pneumococci and thus do not provide information regarding the serotype-specific load of the original sample. Molecular approaches for serotyping such as multiplex PCR assays have already been described; however, these methods are either non-quantitative as they are based on traditional PCR [23] or can only detect a limited number of serotypes [35] . An inexpensive typing method for S. pneumoniae (estimated at less than 10€ per sample) that can directly use clinical samples -without the need for culture-does not exist and would be highly desirable.
Here, we propose a novel alternative method based on quantitative multiplex real-time PCR for the 40 most prevalent serotypes of S. pneumoniae. The novel quantitative multiplex realtime PCR method is based on Taqman probe chemistry and is highly specific. Based on strains tested and sequences alignment, the current methodology cannot distinguish serotypes within some serogroups (6A/B/D/E, 7B/C, 7A/F, 9A/V, 9N/L, 10C/F, 11A/D, 12A/B/F, 15A/F, 15B/C, 18A/B/C/F, 22A/F, 24A/B/F, 33A/F, 35A/C), which can be explained by the difficulty of designing specific primers due to the high similarity of the cps locus among members of the same serogroup [36, 37] . Moreover, a small number of serotypes cross react with serotypes belonging to a different serogroup (serotype 38/serogroup 25, serogroup 12/serotypes 44 and 46, serotypes 33A/F/serotype 37, serotypes 35A/C/serotype 42, serotype 35F/serotype 47F and serotypes 7B/C/serotype 40). The high genetic similarity within the cps gene clusters between different serotypes and/or serogroup explain the cross reactions we observed [37] [38] [39] [40] . However, serotypes 10C, 33D, 40, 42, 44 and 47F are not encountered serotypes and recent studies of S. pneumoniae serotypes surveillance did not shown that this serotypes are circulating [41] [42] [43] [44] [45] . The typing assay is only performed on S. pneumoniae-positive samples (lytA PCR assay) and non-specific detection of related bacterial species likely to be present in clinical samples (S. mitis, S. oralis, S. pseudopneumoniae, S. sanguinis, S. parasanguinis, S. pyogenes, S. agalactiae) was not observed in any sample.
The analytical sensitivity depends on the serotype. The detection limit of the assay was below 100 CFU/reaction for 91% of the serotypes. These serotype-dependent variations in assay sensitivity are most certainly due to primer-probe interactions in the multiplex PCR, or varied DNA extraction efficacy that may potentially be related to the capsule composition. The assay was optimized in order to find an acceptable compromise between the number of serotypes targeted by each multiplex reaction and the sensitivity of the assay. NP (n = 562) and WB (n = 102) samples from different cohorts of patients from five countries (South Africa, Cambodia, Brazil, Mali, France) representing four continents were used to evaluate the typing assay. More than one serotype was found in 56.2% of the NP samples, which reflects the carriage of multiple S. pneumoniae strains in the respiratory tract. In the blood, potentially more than one serotype was detected in 24.6% of WB samples. In some cases, the assay is not able to determine the exact number of serotypes because of serogroups detection or cross-reactions. For a vast majority of patients (82.4%) for which a serotype is found in the WB sample, the same serotype is found in the corresponding NP sample.
The 40-PCR assay enables identification of the 40 main S. pneumoniae serotypes, and identified the serotypes present in 89% of the NP samples overall, ranging from 85% to 98% depending on the cohort tested. We observed that the sensitivity of the assay was lower in WB (60% to 75% depending on the cohort) than NP samples. This can be explained by the potentially inhibitory effect of blood components in the PCR [46] . The failure of serotype identification in these NP and WB samples was not due to a lack of sensitivity of the assay, since the lytA gene was detected. The possibility of cross-reaction with other closely-related species expressing a lytA gene was excluded (data not shown). The failure of serotype identification for selected samples is probably due to the fact that the serotypes present in these cases are not included in the major 40 serotypes panel detected by the assay.
Compared to the 4 others cohorts, the South African cohort had a positive PCR result for 38 out of 40 targeted serotypes in the NP specimens, with no major predominant serotype. This is probably due to the fact that this cohort was composed of adults and mostly HIV + hospitalized for pneumonia, whereas the four other cohorts were children aged less than 5-years-old. In the WB samples, the most represented serotype in the French cohort was serotype 7F, whereas serotype 1 was the major serotype in the South Africa and Malian cohorts from the African continent. The WB samples from the South African cohort were previously characterized using the Quellung typing test, which is the reference method for typing S. pneumoniae, but only nine gave a positive typing result. The typing of 89% of these cases were concordant with the results of the 40-PCR assay. Only one serotype, serotype 17B, was not identified in the 40-PCR assay, as this serotype is not included in the molecular typing test.
The assay was also designed to quantify each serotype independently. If a serotype was identified, the sample was re-analyzed using the corresponding primer-probe set in parallel with serially-diluted DNA prepared from cultures of the same serotype of known bacterial concentration, in order to determine the serotype load in the sample (expressed in CFU/ml). The bacterial serotype concentrations were compared in the NP and WB samples from the South African cohort. The bacterial load was significantly higher in NP samples than WB samples. Interestingly, the serotypes with the highest bacterial loads in the NP samples were also the serotypes identified in the WB samples, which clearly indicates a relationship between the density of colonization and the invasiveness of some serotypes. Moreover, we compared the S. pneumoniae serotype concentrations in the NP samples of cases where the same serotype was also found in the corresponding WB sample with those of cases where S. pneumoniae remained only as carriage. The S. pneumoniae concentrations of individual serotypes in NP were significantly higher in cases where the same S. pneumoniae serotype was found both in the NP and WB samples. This clearly shows that the invasiveness of S. pneumoniae serotypes is linked to a high S. pneumoniae load in the nasopharynx. Several serotypes may co-exist in the respiratory tract; however, usually only one serotype will have the capacity to grow in the deeper regions of the lungs and infiltrate the blood compartment. Therefore, the quantitative typing PCR assay may be a useful tool to predict the invasiveness of specific S. pneumoniae serotypes in individual patients; this feature would be of significant clinical interest.
Over the past five years, pneumococcal conjugate vaccine (PCV) have been rolled out in emerging and developing countries, where disease burden is the highest, pneumococcal carriage is more intense and the range of serotypes is more diverse [47] [48] [49] It is very crucial to develop means for monitoring PCV impact, and likely serotype replacement. Moreover, accurate monitoring of the S. pneumoniae serotypes circulating worldwide provides important information for the antigen composition of future vaccines. However, vaccination information was not available for most of the patients in this study; therefore, it was not possible to relate the invasiveness and bacterial load of specific serotypes to the vaccination status of the patient.
In conclusion, we have demonstrated the ability of a novel real-time multiplex PCR assay to detect and quantify 22 S. pneumoniae single serotypes, 3 S.pneumoniae serogroups, 9 couple of serotypes belonging to the same serogroup and 6 couple of serotypes or serogroups belonging to different serogroups, which has significant potential for surveillance of pneumococci worldwide. This methodology is convenient and cost-effective to assess the distribution and circulation of pneumococcal serotypes, adapted for developing and emerging countries. The assay can provide results within a few hours without the need for prior bacterial culture, which considerably reduces the risk of contamination between samples. In less than 6 hours, the typing and quantification results are obtained including the extraction step and it takes less than 3h to have the typing results only. Characterization of the carriage of multiple S. pneumoniae serotypes and surveillance of pneumococcal disease are critical in order to predict and monitor conjugate vaccine effectiveness, measure changes in disease epidemiology and assess the impact of serotype replacement [10] . This typing method described in this study can be performed directly using low volumes of clinical specimens and has the potential to overcome the difficulties associated with traditional culture-based serologic testing methods, especially in terms of throughput and time savings. As little as 200 μl of clinical sample was required to perform the assay which is a real advantage for pediatric patients. Similar molecular tools are now widely used for epidemiological purposes to improve identification of other pathogens and in the epidemiological study of pediatric parapneumonic empyema [50] . For the purpose of this study, we limited the assay to detection of the 40 major serotypes worldwide; the test could be easily upgraded to detect additional serotypes. The assay was validated on different types of S. pneumoniae-positive clinical samples, such as nasal swabs, washes or aspirates and WB, obtained directly from S. pneumoniae-positive cases. The assay can also be applied on other clinical sample types, such as pleural effusions or urine for surveillance of pneumonia (data not shown) or cerebrospinal fluid for diagnosis of bacterial meningitis (data not shown). The advantages and potential applications of this method warrant further assessment and validation in large scale clinical studies. 
